A) DNA shearing 1. Samples Dissect tissue (One Mouse OBs) of interest and transfer to an eppendorf containing 0.5 ml of dissecting media (on ice) or PBS but without serum. Chop the tissue in small pieces with scissor.
(Cells can keep on ice for a few hours, if you are collecting many samples for a time course. Alternatively, cells may be frozen in liquid nitrogen and placed at -80°C).
Lyse cells
Resuspend cell pellet gently with a pipette in 750μl Lyses buffer (SDS Lyses buffer) with protease inhibitors 1x and divide each sample in two and start to homogenize 20 sec with electric homogenizer and incubate on ice 4 o C for 30min.
(3 ml SDS Lysis Buffer + 30 μl of protease inhibitor) at max speed at 4°C. The samples can be stored at -80°C after freezing them in liquid nitrogen for weeks before proceeding to the IP.
Shear chromatin

9.
Save an aliquot of samples for protein input that will be analyzed in western blot and another aliquot for DNA input (same procedure than the note above).
10.
Dilute samples 10 times in IP dilution buffer (460μl chromatin + 4094μl IP dilution buffer). Adding protesase inhibitors 1x (46μl).
Preclear extracts
Add Protein A sepharose beads (Upstate 80μl /2.5 ml chromatin) of to each tube and incubate on a rotation wheel for 1h at 4°C. Centrifuge samples at 2000 rpm for 1 min at 4°C and then transfer supernatant to a fresh tube.
Immunoprecipitation
Divide supernatant in 1.5 ml samples in 2 ml tubes and include "no antibody", "MeCP2" and "control antibody (beta-galactosidase). Add the primary antibody against the protein of interest to the extract. Anti MeCP2 antibody: 20μl that is equivalent to 20ug Upstate Ab and 10ug Pevsner Ab (pevsner's works better than Upstate), control antibody: same quantity of unrelated rabbit IgG anti βgalactosidase (100 μl)(10ug /50μl 
Elute immunoprecipitates
After last wash, elute antibody/protein/DNA complexes by add 200μl Elution buffer (1%SDS/0.1M NaHCO 3 pH8.0 new). Shake on vortex for 15 min, spin at 13000 rpm for 3 min. Transfer supernatant to clean tubes. Repeat 2 times with 150μl Elution buffer more, vortex 10 min each and combine eluted in the same tube. 5 mL elution buffer = 4 mL H 2 O + 500μl SDS (10%) + 500μl NaHCO 3 (1M).
Reverse cross-links
To the three eluted samples (500μl each) and Input (1.5 ml separate into 500μl/tube); Add 5M NaCl to final concentration of 0.3M. Incubate samples ON at 65°C to reverse formaldehyde crosslinking.
(500μL DNA + 30μL NaCl) Day 4
Proteinase K treatment
Add 5x PK buffer (125μl/500μl) and 40μg/ml (1.25 μl/tube). Proteinase K solution (20mg/ml) to each sample and incubate for 2hrs at 45°C. 
Purify DNA
Protease inhibitors stock solution (100X)
Aprotinin 1 
